Background: High mobility group box 1 (HMGB1) is an important "late" 29 inflammatory mediator in bacterial sepsis. Ethyl pyruvate (EP), an inhibitor of HMGB1, 30 can prevent bacterial sepsis by decreasing HMGB1 levels. However, the role of 31 HMGB1 in fungal sepsis is still unclear. Therefore, we investigated the role of HMGB1 32 and EP in invasive C. albicans infection.
were prepared using sterilized saline. 151 On the fourth day after immunosuppression, mice in each group (n = 8) were 152 assigned different C. albicans cell density inoculums (1×10 5 , 2×10 5 , 5×10 5 , 1×10 6 , 153 1×10 7 cells per ml). Mice were injected with 200 μl of these densities via the lateral tail 154 vein (20) . Mortality in each group was observed for 10 days after infection. Based on 155 these mortality rates, the C. albicans inoculum 2×10 5 was selected for subsequent 156 experiments. 203 Total RNA was extracted using the total RNA isolation kit (Bioteke, Beijing, China), 204 according to manufacturers' instructions. The RNA was reverse transcribed into cDNA 205 using the PrimeScript RT reagent kit (Takara, Dalian, China) . Quantitative real-time 206 PCR analysis was performed using the SYBR Premix Ex TaqTM II kit (Takara, Dalian, 207 China). HMGB1 primers were designed using Primier4.1 software and GADPH was 208 used as a reference gene. Primers were purchased from Huada, Dalian, China.
Quantitative real-time polymerase chain reaction (qRT-PCR) analysis

209
Human HMGB1 primers were: 5'-GCGGACAAGGCCCGTTA-3' (sense) and 210 5'-AGAGGAAGAAGGCCGAAGGAA -3' (antisense), and GADPH primers were 211 5'-TGCCAAATATGATGACATCAAGAA-3' (sense) and 212 5'-GGAGTGGGTGTCGCTGTTG-3' (antisense).
213
Mouse HMGB1 primers were: 5'-ACCCGGATGCTTCTGTCAACTTCT-3' (sense) 214 and 5'-GCCTTGTCAGCCTTTGCCATATCT-3' (antisense); and mouse GADPH 215 primers were 5'-CATGGCCTTCCGTGTTCCTA-3' (sense) and 216 5'-GCGGCACGTCAGATCCA-3' (antisense with severe sepsis and C. albicans infection and 23 healthy controls) were collected.
281
The clinical characteristics of these subjects are detailed (Table 1) . No significant 282 differences in age and gender were observed between all groups. (group 2) were 3.66 ± 0.40, 3.12 ± 0.18 and 2.68 ± 0.35, respectively ( Figure 1A) . The 288 2 -∆∆Ct HMGB1 values for all three sepsis groups were greater than 2, suggesting that 289 when compared with healthy controls, HMGB1 mRNA levels in these groups were 290 significantly increased (P<0.01). Additionally, HMGB1 mRNA levels in group 4 were significantly higher than both groups 2 and 3 (P<0.05 or P<0.01) and group 3 levels were significantly higher than group 2 (P<0.05). These observations indicated that significantly decreased, notably WBCs, indicating that the immunosuppressive mouse 323 model was successfully established (Table 2) . Mice (n = 8 per group) from different 324 groups were injected with different C. albicans inoculums after immunosuppression, to 325 investigate mortality rates. Based on these rates, the 2×10 5 inoculum was selected for 326 subsequent experiments ( Figure 3A ).
327
After mice were infected with C. albicans and subsequent tissue removal, 328 pulmonary tissue showed slight hyperemia, and white punctate necrosis could be seen 329 on tissue surfaces on days one and three. The liver was slightly enlarged and hyperemic.
330
From the third day after infection, white necrosis spots were seen (faintly) on the kidney 331 surface, especially on days five and seven ( Figure 3B ).
332
It has been reported that fungal loads can vary in organs of mice with invasive 333 Candida infection, with kidneys being consistently identified as the organ with the Figure 4B ), and improving liver and kidney function ( infection. The differences were significant (P< 0.01, Figure 5A ). HMGB1 protein 383 expression in the lung, liver and kidneys were markedly elevated after infection in the In lung tissue of the control and immunosuppressive group, HMGB1 was 393 expressed in the nucleus. There were no significant differences between the two groups. Figure 5C ).
408
In kidney tissue, HMGB1 expression at the nucleus and cytoplasm increased significantly on day one and three after C. albicans infection and decreased gradually on extracellular milieu may originate from prior synthetic reserves, while later new 497 HMGB1 is synthesized in the nucleus and transferred to the cytoplasm, resulting in 498 increased HMGB1 release. Released HMGB1, as a mediator of inflammatory disease, 499 has the potential to be an ideal inflammatory biomarker and interventional target for 500 therapy(38). In this study, nuclear HMGB1 in the liver was increased during the course 
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